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Background: D antigen is one of the most clinically significant blood group antigens. 
Variation of the RHD gene can cause weak D or partial D phenotypes. While most vari-
ations are missense substitutions with amino acid changes, those without are called 
“silent” or “synonymous” substitutions. Synonymous substitutions often have little ef-
fect on the protein, not altering the phenotype. However, effect on splicing can affect 
end- product protein. We report a new synonymous variation, RHD 1056C>G, that 
resulted in weak D phenotype, and predicted its effect with various in silico methods.
Methods: Serologic testing of the D antigen with full sequencing of the RHD gene was 
done. Human Splice Finder was used to predict the effect of this variation, and valida-
tion of this method was done with all known RHD variations reported in the 
literature.
Results: RHD 1056C>G was predicted to cause the formation of an exonic splicing si-
lencer (ESS) site. The creation of new ESS site potentially inhibits the splicing event, 
resulting alteration of splicing. This is similar to remodeling of splice acceptor or donor 
site, as this kind of deep exonic variation could affect the D antigen’s quality or quan-
tity. This is in concordance with serologic results, which showed only delayed weak 
agglutination to anti- D reagents.
Conclusions: The analytic methods we applied showed good correlation with the ac-
tual phenotype, along with concordant results when analyzing other known variants 
reported in the literature. We conclude that RHD 1056C>G results in serologic weak 
D phenotype.
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1  | INTRODUCTION

D antigen is considered one of the clinically significant blood group 
antigens, as correct D typing is required for planning transfusion strat-
egies for prevention of alloimmunization, both as a donor and recipi-
ent in blood transfusion. Serologic D phenotyping requires care when 
detecting weak D and partial D phenotypes; these are often the result 
of amino acid substitutions.1 Full genotyping of the coding region of 
the RHD gene often reveals these weak D and partial D phenotypes to 

have single nucleotide changes, and while majority of these variations 
are missense substitutions with amino acid changes, those without 
amino acid change are called “silent” or “synonymous” substitutions. 
Synonymous substitutions often have little effect on the protein, not 
altering the phenotype. However, these variations can sometimes 
cause splicing changes, resulting in difference in quality or quantity of 
the transcripted mRNA, resulting in differences in phenotype.2 Herein, 
we report a new RHD variant allele (RHD 1056C>G, G353G, GenBank 
accession no. MF737522) that was discovered in a Korean male that 
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visited our hospital for removal of nasal polyp. The observed synony-
mous variation was analyzed to result in weakened or partial D expres-
sion, and we performed a comprehensive analysis of all synonymous 
variations in the literature.

2  | METHODS

D blood grouping was done with QWALYS- 3 (Diagast, Loos, France) 
and with manual tube methods with anti- D reagents (Ortho Clinical 
Diagnostics, Raritan, NJ, USA). Genotyping of the RHD gene was done 
on all exons and adjacent intron regions with previously described pro-
tocols.3 Database of previously reported RHD alleles were retrieved 
from the blood group antigen gene mutation database (https://www.
ncbi.nlm.nih.gov/gv/mhc/xslcgi.cgi?cmd=bgmut/home)4 and the rhe-
sus base site (http://rhesusbase.info/).5 To investigate the biological 
impact of the variations, annotation using wANNOVAR (http://wan 
novar.wglab.org/)6 and Oncotator (http://portals.broadinstitute.org/
oncotator/)7 was performed. The evaluation of in silico analysis for 

splicing variations was done with Human Splicing Finder (HSF) (http://
www.umd.be/HSF3/).8 HSF is frequently used as a tool to predict the 
effects of variations on splicing signals and to identify splicing mo-
tifs. In detail, the tool was designed to perform in silico predictions 
for formation or disruption of splice donor site, splice acceptor site, 
exonic splicing silencer (ESS) site, and exonic splicing enhancer (ESE) 
site. Informed consent for genetic testing was obtained prior to sam-
ple collection. The methods applied in this study was in accordance 
with the Declaration of Helsinki.

3  | RESULTS

3.1 | Serologic and genotype results

Routine preoperation D blood group showed strong 4+ reaction by 
the automated QWALYS- 3 device, with reagents provided by the 
manufacturer. This was backed up with manual tubes tests. Initially, 
manual tests did not show agglutination, but later showed weak 1+ 
reaction was observed with prolonged 15- min incubation. Genotyping 

F IGURE  1 Human Splicing Finder (HSF) results for RHD:c.1056C>G. (A) Compared to the reference sequence, G sequence was changed 
to A sequence. Upper case letters are sequences in the exon region; lower case letters are in the intron region. (B) In detailed analysis using 
HSF predicted three signal for the creation of a new exonic splicing silencer (ESS) site. ESS could inhibit splicing of the pre- mRNA, contributing 
to alternate splicing. Alternate splicing could affect mRNA quality or stability through whole/partial exon deletion, insertion, frame- shift, and 
truncation. ESS, exonic splicing silencer

https://www.ncbi.nlm.nih.gov/gv/mhc/xslcgi.cgi?cmd=bgmut/home
https://www.ncbi.nlm.nih.gov/gv/mhc/xslcgi.cgi?cmd=bgmut/home
http://rhesusbase.info/
http://wannovar.wglab.org/
http://wannovar.wglab.org/
http://portals.broadinstitute.org/oncotator/
http://portals.broadinstitute.org/oncotator/
http://www.umd.be/HSF3/
http://www.umd.be/HSF3/
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of all exons and surrounding intron regions of the RHD gene was done. 
Although zygosity testing was not preformed, hemizygosity was pre-
sumed as no observation of heterozygous single nucleotide variants 
were observed in the extent of the sequenced RHD gene was found, 
and hemizygous background is the most likely cause in D- variants. We 
observed a single nucleotide change in exon 7, position c.1056C>G 
compared to the reference cDNA sequence NM_016124.3, which 
shows no change in amino acid sequence according to the translated 
isoform (RHD_v001). No other variants were observed to the extent 
that was sequenced.

3.2 | In silico analysis of all synonymous variations

A review of all reported RHD single nucleotide variants without amino 
acid change was done. Annotation using wANNOVAR and Oncotator 
was	performed	for	all	14	variations	with	annotation	with	the	hg19	ref-
erence. Interestingly, four cases were found as with splice site muta-
tion around exon- intron junctions (Table 1). All these variations were 
located within 2 base pairs on the exon side from exon- intron splicing 
junction. The other nine variations, including this case, were predicted 
as a silent mutation in wANNOVAR and Oncotator (Table 1). Further 

F IGURE  2 An example of RHD splice site mutation, RHD:c.1227G>A. (A) Comparing reference sequence, the G sequence was changed to A 
sequence. It is located by the exon- intron junction, and Oncotator determined the change as splice site mutation. (B) In detailed analysis using 
Human Splicing Finder (HSF) predicted several signal for potential splice sites. Using HSF matrices, two acceptor motif changes and two donor 
motif changes were predicted. Upper case and lower case letters in motif represents exonic sequences and intronic sequences, respectively. 
Motif change in acceptor or donor site could result whole or partial exon deletion, insertion, frame- shift, and truncation of RHD, which could 
result	in	change	of	RHD	protein	quality	or	quantity.	In	Maximum	Entropy	(MaxEnt)	method,	5′	motif	which	represents	donor	site	were	predicted	
to	be	broken	with	MaxEnt	variation,	−34.63%.	MaxEn,	maximum	entropy;	WT,	wild	type
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in silico analysis was done with HSF. Using the method, we addition-
ally found two more variations were related with making new donor 
site or new acceptor site (Table 1).

3.3 | Analysis of RHD c.1056C>G

We have also found that seven cases were predicted to be related with 
ESS site formation or ESE site breakage. The case of c.1056C>G in 
this study were predicted to be related with new ESS site formation 
(Table 1), despite being a synonymous variation in amino acid change 
(Figure 1A). In this case, the creation of new exonic ESS site poten-
tially inhibits the splicing event, resulting alteration of splicing. This is 
similar to remodeling of splice acceptor or donor site, as this kind of 
deep exonic variation could affect the D antigen’s quality or quantity. 
In detailed analysis using HSF, the tool predicted three signals for the 
creation of a new exonic ESS site. ESS could inhibit splicing of the pre- 
mRNA, contributing to alternate splicing. Alternate splicing could affect 
mRNA quality or stability through whole/partial exon deletion, inser-
tion, frame- shift, and truncation. Three different prediction algorithms 
(intron- identity element,9 Motif 2,10 Fas- hexamer8) were applied with 
consistent results (Figure 1B). Phenotype of this patient was found to 
be weakened D expression, and the reaction toward different anti- D 
reagents differed greatly. This is suggestive of a good match between 
genotype analysis done in this study and the presented phenotype.

4  | DISCUSSION

This study has shown that all but one known synonymous variations 
reported to be causative of weak D phenotype was related with ex-
onic splicing donor site or acceptor site alteration. The new case re-
ported by this study, RHD c.1056C>G, was analyzed to have splicing 
changes regarding the exofacial region of the exon 7 to be a main rea-
son. However, further experimental validation such as transcriptome 
analysis could be required to fully understand the impact of this new 
variant. Nevertheless, our finding highlights that synonymous varia-
tions in RHD should be re- evaluated in silico or in vitro when found 
with weak RHD phenotype.

A good example for the validation of our applied methods was 
done by in silico analysis on the Asia type DEL phenotype. This vari-
ation is possibly the best investigated of synonymous variants that 
cause splicing change in the RHD gene; skipping of transcription of 
exon	 9	 in	 RHD c.1227G>A individuals was observed,11-13 and this 
variant has apparently identical epitopes of the D antigen in extremely 
low levels.11,14,15 This variation has a changed sequence placed in the 
junction	 region	 of	 exon	 9	 and	 its	 following	 intron	 (Figure	2A).	 The	
prediction of potential splice sites in HSF were inferred from two 
methods, using HSF matrices (Figure 2B, upper table) and using max-
imum entropy calculation (Figure 2B, lower table). In Figure 2B, re-
modeling of splice acceptor and donor site was predicted, suggesting 
the aberrant splicing of RHD exon, identical to previous experiment 
results. The aberrant splicing is speculated to affect D protein quality 
or quantity through altering RNA stability, which may have resulted 

in the extremely low levels of D antigen expression. This variant was 
also predicted to have multiple splice donor and acceptor changes, 
compared to other variants (Table 1), implying that the D protein 
could be furtherly affected in quantity or quality compared to other 
cases. Indeed, RHD c.1227G>A is phenotypically a DEL variant, with 
D antigens only traceable through elution testing.14 Such analysis was 
done on all synonymous variations found in the literature (Table 1); 
we found that in all 14 cases with synonymous variation and weak D 
phenotype, 4 cases were found to be related with exon- intron junc-
tion variation, suggesting a reasonable prediction of aberrant splicing 
potentiality. In addition, 10 cases were predicted to be with ESS site 
breakage or new ESE site formation, suggesting a chance of aberrant 
splicing change. In one case, the variant with c.1170T>C,16 no aberrant 
splicing was predicted in in silico analysis. Although splicing change is 
a major issue, synonymous variation could have various physiological 
effects in gene function or expression. Alteration of gene expression 
or gene function through synonymous variations could be possible 
by other complex mechanisms such as RNA structure change, RNA 
translation efficiency change and even protein misfolding.17 However, 
these diverse mechanisms were difficult to predict or validate and it 
was considered beyond the scope of this study.

Location of the variant also seemed to play as a factor in synon-
ymous changes with weakened D antigen expression. Four variations 
were located in the exofacial region (Table 1). The variations include 
c.147A>G,18 c.1065C>T,19 c.1110C>T 20 and this case, c.1056C>G, 
all showing weakened D expression according to the original literature 
that reported these variants. Variations in exofacial region might affect 
D antibody affinity and specificity to D antigen, potentially changing 
antigenicity through directly altering epitopes. This implies that some 
antibodies could show good affinity to D with exofacial variations 
while others not, which explains the characteristics of different ag-
glutination reaction toward different anti- D reagents. Interestingly, all 
the cases with evidence of phenotype of partial D expression were 
found in cases with variations in the exofacial variation (partial D case 
of c.147A>G and this case, c.1056C>G, Table 1).

In conclusion, we report a new RHD allele with apparent synony-
mous variation which resulted in partial D phenotype, and validated 
the effect of the variation with in silico methods. We further evaluated 
other synonymous variations and concluded that good correlation 
with prediction and actual phenotype.

ORCID

Duck Cho  http://orcid.org/0000-0001-6861-3282 

REFERENCES

 1. Sandler SG, Chen LN, Flegel WA. Serological weak D phenotypes: a 
review and guidance for interpreting the RhD blood type using the 
RHD genotype. Br J Haematol 2017; Epub ahead of print, https://doi.
org/10.1111/bjh.14757.

 2. Hunt R, Sauna ZE, Ambudkar SV, Gottesman MM, Kimchi-Sarfaty C. 
Silent (synonymous) SNPs: should we care about them? Methods Mol 
Biol (Clifton, NJ)	2009;578:23‐39.

http://orcid.org/0000-0001-6861-3282
http://orcid.org/0000-0001-6861-3282
https://doi.org/10.1111/bjh.14757
https://doi.org/10.1111/bjh.14757


6 of 6  |     CHUN et al.

 3. Seo MH, Won EJ, Hong YJ, et al. An effective diagnostic strat-
egy for accurate detection of RhD variants including Asian DEL 
type in apparently RhD- negative blood donors in Korea. Vox Sang. 
2016;111:425-430.

 4. Patnaik SK, Helmberg W, Blumenfeld OO. BGMUT Database of Allelic 
Variants of Genes Encoding Human Blood Group Antigens. Transfus 
Med Hemother. 2014;41:346-351.

 5. Wagner FF, Flegel WA. The rhesus site. Transfus Med Hemother. 
2014;41:357-363.

 6. Chang X, Wang K. wANNOVAR: annotating genetic variants for per-
sonal genomes via the web. J Med Genet.	2012;49:433‐436.

 7. Ramos AH, Lichtenstein L, Gupta M, et al. Oncotator: cancer variant 
annotation tool. Hum Mutat.	2015;36:E2423‐E2429.

 8. Desmet FO, Hamroun D, Lalande M, Collod-Beroud G, Claustres M, 
Beroud C. Human Splicing Finder: an online bioinformatics tool to 
predict splicing signals. Nucleic Acids Res.	2009;37:e67.

	 9.	 Zhang	C,	Li	WH,	Krainer	AR,	Zhang	MQ.	RNA	landscape	of	evolution	
for optimal exon and intron discrimination. Proc Natl Acad Sci USA. 
2008;105:5797‐5802.

 10. Sironi M, Menozzi G, Riva L, et al. Silencer elements as possible inhib-
itors of pseudoexon splicing. Nucleic Acids Res.	2004;32:1783‐1791.

 11. Wagner FF, Frohmajer A, Flegel WA. RHD positive haplotypes in D 
negative Europeans. BMC Genet. 2001;2:10.

 12. Shao CP, Maas JH, Su YQ, Kohler M, Legler TJ. Molecular back-
ground of Rh D- positive, D- negative, D(el) and weak D phenotypes in 
Chinese. Vox Sang. 2002;83:156-161.

 13. Shao CP, Xiong W, Zhou YY. Multiple isoforms excluding normal RhD 
mRNA detected in Rh blood group Del phenotype with RHD 1227A 
allele. Transfus Apher Sci. 2006;34:145-152.

 14. Kormoczi GF, Gassner C, Shao CP, Uchikawa M, Legler TJ. A compre-
hensive analysis of DEL types: partial DEL individuals are prone to 
anti- D alloimmunization. Transfusion. 2005;45:1561-1567.

 15. Gu J, Sun AY, Wang XD, et al. Analysis of density and epitopes of D an-
tigen on the surface of erythrocytes from DEL phenotypic individuals 
carrying the RHD1227A allele. Blood Transfus	2014;12:244‐249.

 16. Silvy M, Simon S, Gouvitsos J, et al. Weak D and DEL alleles detected 
by routine SNaPshot genotyping: identification of four novel RHD al-
leles. Transfusion. 2011;51:401-411.

 17. Sauna ZE, Kimchi-Sarfaty C. Understanding the contribution of synon-
ymous mutations to human disease. Nat Rev Genet.	2011;12:683‐691.

 18. Fichou Y, Le Marechal C, Bryckaert L, et al. Variant screening of the 
RHD gene in a large cohort of subjects with D phenotype ambiguity: 
report of 17 novel rare alleles. Transfusion.	2012;52:759‐764.

	19.	 Garcia	F,	Rodriguez	MA,	Goldman	M,	et	al.	New	RHD	variant	alleles.	
Transfusion.	2015;55:427‐429.

 20. Stabentheiner S, Danzer M, Niklas N, et al. Overcoming methodical 
limits of standard RHD genotyping by next- generation sequencing. 
Vox Sang. 2011;100:381-388.

 21. Wagner FF, Moulds JM, Tounkara A, Kouriba B, Flegel WA. RHD allele 
distribution in Africans of Mali. BMC Genet. 2003;4:14.

 22. Chen Q, Flegel WA. Random survey for RHD alleles among D+ 
European persons. Transfusion.	2005;45:1183‐1191.

 23. Ogasawara K, Sasaki K, Isa K, et al. Weak D alleles in Japanese: a 
c.960G>A	silent	mutation	in	exon	7	of	the	RHD	gene	that	affects	D	
expression. Vox Sang.	2016;110:179‐184.

How to cite this article: Chun S, Yun JW, Park G, Cho D. The 
synonymous nucleotide substitution RHD 1056C>G alters 
mRNA splicing associated with serologically weak D phenotype. 
J Clin Lab Anal. 2018;32:e22330. https://doi.org/10.1002/
jcla.22330

https://doi.org/10.1002/jcla.22330
https://doi.org/10.1002/jcla.22330

